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Abstract
Background: Reef-building corals live in symbiosis with a diverse range of dinoflagellate algae (genus Symbiodinium) that
differentially influence the fitness of the coral holobiont. The comparative role of symbiont type in holobiont fitness in
relation to host genotype or the environment, however, is largely unknown. We addressed this knowledge gap by
manipulating host-symbiont combinations and comparing growth, survival and thermal tolerance among the resultant
holobionts in different environments.
Methodology/Principal Findings: Offspring of the coral, Acropora millepora, from two thermally contrasting locations, were
experimentally infected with one of six Symbiodinium types, which spanned three phylogenetic clades (A, C and D), and
then outplanted to the two parental field locations (central and southern inshore Great Barrier Reef, Australia). Growth and
survival of juvenile corals were monitored for 31–35 weeks, after which their thermo-tolerance was experimentally assessed.
Our results showed that: (1) Symbiodinium type was the most important predictor of holobiont fitness, as measured by
growth, survival, and thermo-tolerance; (2) growth and survival, but not heat-tolerance, were also affected by local
environmental conditions; and (3) host population had little to no effect on holobiont fitness. Furthermore, coral-algal
associations were established with symbiont types belonging to clades A, C and D, but three out of four symbiont types
belonging to clade C failed to establish a symbiosis. Associations with clade A had the lowest fitness and were unstable in
the field. Lastly, Symbiodinium types C1 and D were found to be relatively thermo-tolerant, with type D conferring the
highest tolerance in A. millepora.
Conclusions/Significance: These results highlight the complex interactions that occur between the coral host, the algal
symbiont, and the environment to shape the fitness of the coral holobiont. An improved understanding of the factors
affecting coral holobiont fitness will assist in predicting the responses of corals to global climate change.
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Introduction
The obligate symbiosis between reef-building corals and
unicellular algae of the genus Symbiodinium, commonly referred
to as zooxanthellae, is a key feature of tropical coral reefs. The
algal endosymbionts are photosynthetically active, and provide up
to 95% of the energy requirement of the coral host [1]. In return,
the coral host offers protection from predation and an environ-
ment with increased inorganic nutrients [2]. The success of coral
reefs and their capacity to thrive in oligotrophic tropical waters has
been heavily dependent on this partnership. The coral-zooxan-
thellae symbiosis is very sensitive to increases in temperature,
however, and changes of as little as 1uC above the average
summer maximum can lead to a breakdown of the symbiosis. This
breakdown results in expulsion and/or degradation of the algal
partner causing the phenomenon known as coral bleaching
(reviewed by Coles and Brown [3]). When bleaching is severe,
and the symbiosis is unable to re-establish itself, the coral dies.
The genus Symbiodinium is highly diverse and consists of eight
phylogenetic clades with each containing multiple subclades/types
[4–6]. Scleractinian corals form symbioses with members of six of
these clades (A–D, F, G), but predominantly with those of clades
A–D [7,8]. This genetic diversity is reflected functionally in traits
that vary with symbiont type, such as growth and thermal
tolerance of the holobiont, as well as the photosynthetic response
of both in and ex hospite zooxanthellae [9–16]. Although several
previous studies have experimentally controlled for host and
environmental factors, no study to date has compared the
performance of coral symbioses with varying symbiont and host
genotypes under different environmental conditions in the field,
nor the extent to which holobiont traits are affected by either the
host or symbiont [11,17,18]. A better understanding of genotype x
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the holobiont to acclimatize to global warming through changes in
the algal symbiont community [19–21] and adaptation through
selection on coral holobiont traits [22].
Most corals produce zooxanthella-free larvae, with each
generation acquiring algal symbionts anew from the environment
[23]. Multiple Symbiodinium types are typically taken up by juvenile
corals [13,24], with mostly one type becoming dominant over time
[8,25]. The other types are often not lost completely, but are
reduced to low abundances or background densities that can
persist throughout adult life [26]. Changes in the Symbiodinium
population of adult corals may be realized, therefore, through an
increase in the relative abundance of these background types. For
example, sub-lethal bleaching events can result in changes in the
proportion of different algal types leading to dominance of the
association by more thermo-tolerant Symbiodinium types [27].
Alternatively, adult corals may take up exogenous symbionts from
the water column to establish a new symbiosis. This process has
been documented under experimental conditions for anemones
[10] and octocorals [28], but is expected to be more restricted in
scleractinian corals [29]. Symbiont change within a coral
population can theoretically also stem from uptake of a new
symbiont type from one generation to the next [30], but this has
not been documented experimentally.
Here, we present results from a reciprocal grow-out experiment
involving two populations of the common scleractinian coral
Acropora millepora from two thermally contrasting, inshore environ-
ments on the Great Barrier Reef (Magnetic Island and the Keppel
Islands). Individuals from each location were allowed to spawn in
the laboratory to produce azooxanthellate juveniles, which were
subsequently exposed to six different Symbiodinium types from three
phylogenetic clades (A/C2* mixture, C1, C2, CN and D). The new
holobionts were then returned to the field and fitness parameters
measured over 31+weeks. The data show that the holobiont fitness
traits growth, survival and thermal tolerance are differentially
affected by the source population of the coral host, symbiont type
and environmental factors, and that trade-offs between these
fitness traits vary with environmental conditions.
Results
Establishment and stability of symbioses with the
different algal partners
Newly settled, azooxanthellate polyps of A. millepora, which had
been offered six different symbiont types, successfully established
symbioses with Symbiodinium types C1, D and C2*/A in juvenile
cohorts originating from both the Magnetic Island and Keppel
Islands populations. This was indicated by large numbers of
Symbiodinium cells in coral juvenile squash preparations. In
contrast, no zooxanthellae were found in squash preps of either
the C2 or CN treatments, indicating that no symbioses were
established. SSCP analyses of ethanol preserved squash prepara-
tions showed that juveniles exposed to a mixture of Symbiodinium
C2* and A established symbioses with Symbiodinium A symbionts
only.
The nomenclature of experimental groups consisted of a three-
letter code designating the location of the outplant, the location of
the parental population, and the Symbiodinium type. Genetic
analyses of juveniles outplanted to Magnetic Island and the
Keppel Islands at several time points revealed that symbioses with
Symbiodinium C1 and D were stable over the 31+weeks of this study
at both locations (supporting information, Table S3). In contrast,
after 9–13 weeks, only Symbiodinium D was found in: MMA
juveniles (Magnetic Island juveniles inoculated with Symbiodinium A
and outplanted to Magnetic Island), MKA juveniles (Keppel
Island juveniles inoculated with Symbiodinium A and outplanted to
Magnetic Island), and the uninfected groups (those exposed to C2
or CN) at both locations (apart from a single colony in the latter
group at the Keppel Islands containing both C1 and D). KKA
juveniles (Keppel Island juveniles inoculated with Symbiodinium A
and outplanted to Keppel Islands) continued to harbor mostly
Symbiodinium A for 31 weeks, but 30% of the colonies were found to
harbor mixtures of A and C1 and/or D at the end of this period.
Growth and survival of outplanted juvenile corals
Patterns in growth rates of A. millepora juveniles associated with
C1 or D symbionts differed significantly between Magnetic Island
and the Keppel Islands (p,0.05, Table 1a), indicating that the
effect of symbiont type on coral growth differed between the two
outplant locations (Fig. 1a, b). At Magnetic Island, the C1 corals
(MMC1 and MKC1) grew nearly twice as fast as the D corals
(MMD and MKD) (Fig. 1a, p,0.05), whereas at the Keppel
Islands no difference in growth rate was found between KKC1
and KKD corals (Fig. 1b). KKA corals, however, grew
significantly slower than either KKC1 or KKD corals (Fig. 1b
and Table 1b, p,0.001).
Symbiont type also had a significant effect on survival, for
example C1 corals survived better than D corals at Magnetic
Island (Fig. 1c, MMC1 * MMD: p,0.05, MKC1 * MKD:
p,0.001). This was especially evident in the first 12 weeks. As the
coral juveniles matured, host-correlated differences became
evident between MMC1 and MKC1 corals, with the latter corals
having better survival than MMC1 corals (not statistically tested
because of age difference). At the Keppel Islands, the pattern was
opposite to that at Magnetic Island, with survival being
significantly higher for KKD than for either KKA or KKC1
(Fig. 1d, p,0.001). Hence, survival was also affected by the
outplant location (Fig. 1c,d).
Laboratory heat-stress experiments
Experiment 1. This experiment compared the thermal
tolerances of four coral groups outplanted to Magnetic Island
(MMC1, MMD, MKC1, MKD corals). There was a significant
difference in photosynthetic performance, measured as the
excitation pressure on PSII (Q), between C1 corals (MMC1 and
MKC1 corals) and D corals (MMD and MKD corals, Fig. 2 and
Table 1c). In contrast, no significant effect of host population
origin (i.e., host genetic background) over time was found
(Table 1c). At the intermediate temperatures (30.5 and 31.5uC,
Fig. 2b, c), the Q of C1 corals decreased at the beginning of the
experiment, whereas the Q of D corals remained mostly level,
resulting in a significantly lower Q for C1 corals (p,0.05) for most
of the experiment. Exposure to 32.5uC (Fig. 2d) initially resulted in
a similar reduction of Q in C1 corals (not seen in the D corals), but
after ,11 days of exposure, Q increased in the C1 corals to exceed
the Q of D corals by the end of the experiment (p,0.05). The Q of
the D corals showed a smaller increase at the end of the
experiment. These results were interpreted to indicate a lower
thermo-tolerance of C1 corals compared to D corals. This
difference in thermo-tolerance was further supported by an
earlier and stronger reduction in Fv/Fm for C1 corals than for
D corals at 32.5uC (supporting information, Fig. S3).
Symbiodinium cell density measurements showed significant
temperature-related reductions by the end of the experiment in
all groups (Fig. 3a–d bar graphs, Table 1d, p,0.0001), indicating
that all groups experienced significant bleaching at the highest
temperature. No Temperature*Symbiont Type effect was found
for Symbiodinium density (Table 1d), but visual assessment of coral
Factors Shaping Coral Fitness
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corals than in D corals (more C1 colonies had a bleached
appearance, Fig. 3a–d pie graphs).
Experiment 2. This experiment assessed the thermal
tolerance of three coral groups outplanted to the Keppel Islands
(KKA, KKC1, KKD corals) and one group outplanted to
Magnetic Island (MKC1 corals). There was a strong symbiont
type effect on Q under heat-stress (Fig. 4a–c and Table 1f,
p,0.001). In contrast, no significant effect of outplant location was
found; the KKC1 and MKC1 corals responded in a similar
manner at all temperatures and time points (Table 1e). No
significant differences in Q were found between the experimental
groups at 27uCo r3 1 uC (Fig. 4a, b), although at 31uC a different
trend was visible for KKC1/MKC1 vs KKA and KKD. All
Table 1. Results of ANOVA analyses. GLM=General Linear Model, RM=Repeated Measures, F=Factorial.
Predictor(s) Type 3 SS df Se f p
a) GLM-ANOVA: effect of symbiont type, host population and outplant location on growth
Symbiont 0.393 1 0.393 6.195 0.015*
Host pop 0.002 1 0.002 0.036 0.850
Outpl. loc 0.041 1 0.041 0.651 0.422
Symbiont*Outpl. loc 0.350 1 0.350 5.521 .021*
Symbiont*Host pop 0.050 1 0.050 0.783 0.379
b) RM-ANOVA: effect of symbiont type on growth over time at the Keppel Islands
Time 14.84 2 7.418 307.20 0.000*
Symbiont 1.47 2 0.736 11.00 0.000*
Time*Symbiont 0.11 4 0.026 1.10 0.37
c) RM-ANOVA: effect of temperature, symbiont type and host population on PSII excitation pressure over time (heat-stress experiment 1)
Time 0.272 10 0.027 31.280 0.000*
Time*Temp 0.496 30 0.017 18.980 0.000*
Time*Symbiont 0.099 10 0.010 11.410 0.000*
Time*Host pop 0.016 10 0.002 1.790 0.061
Time*Temp*Symbiont 0.234 30 0.008 8.970 0.000*
Time*Temp*Host pop 0.024 30 0.001 0.940 0.567
d) F-ANOVA: effect of temperature, symbiont type and host population on relative symbiont densities (heat-stress experiment 1)
Temp 615.100 3 205.000 41.890 0.000*
Symbiont 18.500 1 18.500 3.780 0.056
Host pop 6.900 1 6.900 1.410 0.239
Temp*Symbiont 8.200 3 2.700 0.560 0.646
Temp*Host pop 10.400 3 3.500 .07410 0.549
Temp*Host pop*Symbiont 23.800 3 7.900 1.620 0.191
e) RM-ANOVA: effect of temperature and outplant location on PSII excitation pressure over time (heat-stress experiment 2)
Time 0.050 7 0.007 21.200 0.000*
Time*Temp 0.020 14 0.001 4.300 0.000*
Time*Outpl. loc 0.004 7 0.001 1.800 0.091
Time*Temp*Outpl. loc 0.005 14 0.000 1.100 0.342
f) RM-ANOVA: influence of temperature and symbiont type on PSII excitation pressure over time (heat-stress experiment 2)
Time 1.131 7 0.162 32.420 0.000*
Time*Temp 1.172 14 0.084 16.800 0.000*
Time*Symbiont 0.964 14 0.069 13.810 0.000*
Time*Temp*Symbiont 1.510 28 0.054 10.820 0.000*
g) F-ANOVA: influences of temperature and outplant location on rel. symbiont densities (heat-stress experiment 2)
Temp 284.300 3 94.770 12.820 0.000*
Outpl. loc 3.300 1 3.290 0.450 0.508
Temp*Outpl. loc 32.000 3 10.660 1.440 0.245
h) F-ANOVA: influences of temperature and symbiont type on rel. symbiont densities (heat-stress experiment 2)
Temp 222.800 3 74.300 8.770 0.000*
Symbiont 209.500 2 104.800 12.360 0.000*
Temp*Symbiont 271.300 6 45.200 5.340 0.000*
doi:10.1371/journal.pone.0006364.t001
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reduction in Q. Next, KKC1/MKC1 remained level for the
duration of the experiment, whereas KKA and KKD showed a
slow but steady increase over the next two weeks. At the highest
temperature (32.5uC, Fig. 4c), all groups initially responded again
with a strong reduction in Q. Next, Q rapidly increased for KKA
corals after ,1 week and approached values of 1 by the end of the
experiment. This coincided with a sharp drop in maximum
quantum yield (supporting information, Fig. S4), indicating severe
heat-stress in the KKA group early in the experiment. Variance
around the mean in Q for KKA after 9 days was relatively high,
due to nine colonies within the KKA group that were less heat-
stressed. These colonies were sampled at the end of the
experiment, and upon genotyping, were found to harbor a
residual community of type D Symbiodinium. By comparison, Q
values of KKC1/MKC1 and KKD corals were much less affected
by the cumulative heat-stress: KKC1/MKC1 showed a small
increase at the end of the experiment, whereas KKD showed an
earlier small increase and leveled out from day 11 onwards. The
maximum quantum yield showed relatively small and similar
reductions for KKC1/MKC1 and KKD corals (supporting
information, Fig. S4).
Symbiodinium cell densities did not differ significantly between C1
corals originating from the two host populations (KKC1 vs MKC1
corals) across the different temperatures (Fig. 5a–d, Table 1g).
However, there was a significant Temperature*Symbiont Type
interaction with corals associated with Symbiodinium type A being
more affected than those with C1, which in turn were more
affected than those with D at the highest temperature (Table 1h).
At 32.5uC, almost no Symbiodinium type A could be detected at the
end of the experiment (Fig. 5a) while symbiont densities were also
significantly reduced in the C1 corals (MKC1 and KKC1 corals;
Fig. 5b, c). In contrast, symbiont densities were only marginally
lower in the KKD corals (Fig. 5d). This was in agreement with the
visual appearances of the holobionts: KKA corals were almost all
bleached, KKC1 had a few bleached colonies (not seen for
MKC1), and most KKD corals appeared healthy.
Discussion
Factors affecting coral holobiont fitness
This study shows that, for the scleractinian coral Acropora millepora,
Symbiodinium identity is the strongest predictor of coral holobiont fitness
as assessed by growth, survival and thermal tolerance. Growth and
Figure 1. Growth and survival of coral juveniles at Magnetic Island (a+c) and the Keppel Islands (b+d). See materials and methods for
nomenclature of the experimental groups. +indicates significant difference between juvenile corals harboring Symbiodinium C1 and those harboring
D( p ,0.05), and # indicates significant difference between KKA and KKC1/KKD corals (growth, p,0.05) or between KKD and KKA/KKC1 corals
(survival, p,0.001). C1 corals grew and survived better at Magnetic Island than the D corals. At the Keppel Islands, KKC1 and KKD corals grew at
similar rates, but KKD corals had a better survival rate. KKA corals grew slowest at the Keppel Islands and had a low survival rate.
doi:10.1371/journal.pone.0006364.g001
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experienced during early development from a single-polyp to a
multi-polyp stage at the outplant locations. In contrast, almost no host
population (i.e., host genetic) effec t sw e r ee v i d e n ti nt h et h r e et r a i t s
measured (growth, survival, heat-tolerance), even though the popula-
tions are genetically distinct based on analysis of variation at a set of
allozyme loci [31]. Smith et al. [32] found a similar lack of host genetic
influence on skeletal growth of Pocillopora eydouxi in a reciprocal
transplant experiment. Note that in interspecific comparisons, host
factors are expected to play an important role in shaping the differential
fitness of coral holobionts [33,34].
Acclimatization is often reversible, but in some cases it may
become fixed early in ontogeny, which is referred to as
developmental plasticity or irreversible non-genetic adaptation
[35]. Developmental plasticity in thermo-tolerance has been found
in organisms such as Drosophila sp. [36] and zebrafish [37], but our
study is the first to assess developmental plasticity in a coral
species, which has the added complexity of being a symbiotic
association. We could only assess developmental plasticity in
thermal tolerance after laboratory acclimation, as the two other
traits were measured in the field. The almost identical response to
thermal stress in holobionts grown out in two different
environments suggests an absence of developmental plasticity for
thermo-tolerance.
Environmental factors associated with the two outplant sites
determined whether trade-offs due to associating with different
symbiont types were realized. The trade-off found at Magnetic
Island between thermo-tolerance and growth/survival when
juveniles were associated with Symbiodinium C1 versus D (see also
[13]), was absent in the Keppel Islands. This variability in the
Figure 2. Heat-stress experiment 1: PAM-fluorometry. Effect of four different temperature regimes on the excitation pressure over
photosystem II of four groups of juvenile coral outplanted to Magnetic Island. See materials and methods for nomenclature. L:D=light-dark regime,
$=target temperature is reached, #=significant difference between C1 corals and D corals. C1 corals responded stronger to the highest
temperature treatment than D corals, as indicated by a stronger increase in Q for C1 corals towards the end of the experiment.
doi:10.1371/journal.pone.0006364.g002
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potential of symbiont shuffling [7,21] as a mechanism to induce
lasting changes in coral holobiont physiology. After shuffling, post-
stress reversals [38] may occur when the fitness of the thermo-
tolerant symbiont is lower than that of the pre-stress symbiont in
the absence of stress. Our results suggest that the potential for
symbiont shuffling to increase holobiont fitness may be dependent
on the environment. In light of a modeling study, which showed
that trade-offs are important in the evolution of bleaching
resistance in corals [22], understanding differences in symbiont-
linked trade-offs between reef populations is important for
assessments of reef resilience.
A thermal-tolerance ranking for A. millepora-
Symbiodinium associations
A. millepora juveniles associated with Symbiodinium A were the
least thermo-tolerant of the three coral-Symbiodinium associations
tested, based on their inability to maintain the association at
Magnetic Island and experimental evidence of greatest impact of
heat stress on Symbiodinium A corals, i.e.: the sharp increase in Q
recorded for KKA corals (not seen in KKC1/MKC1 or KKD
corals), their bleached appearance, and large reductions in Fv/Fm
and relative symbiont densities. Although subtle, the combined
results from experiments 1 and 2 indicated that C1 corals are less
thermo-tolerant than the D corals in this species. In experiment 1,
the larger increase in Q of the C1 corals in the 32.5uC treatment
indicated a stronger stress response for this group compared to the
D corals. This interpretation was supported by earlier and stronger
reduction in Fv/Fm and a larger number of bleached colonies at
the end of the experiment for C1 corals than for D corals. However,
the relative zooxanthella densities were similarly reduced for all
coral groups, indicating that all groups exhibited a bleaching
response. At the lower cumulative heat-stress level of experiment 2,
relative symbiont densities indicated that the C1 but not the D
corals bleached to some extent, but no significant difference in
thermo-tolerance between the C1 and D corals was evident from
the Q or Fv/Fm measurements (although different trends were
visible, see below). Both apparent inconsistencies may be explained
by the fact that samples for relative symbiont density determinations
were taken one day after the last PAM-measurements, leading to a
stronger heat-stress effect on symbiont density than on fluorescence.
Alternatively, loss of symbiont cells due to heat-stress may have
preceded large responses in the fluorescent parameters. Whatever
the cause, the difficulty in separating the thermo-tolerance of C1
and D indicates that the differences are small.
The consistently lower Q of C1 corals compared to D corals at
relatively low levels of accumulated heat-stress during heat-stress
experiment 1 resulted from a decrease in Q of C1 corals as an
initial response to the temperature increases. The relative
symbiont density measurements and visual assessments indicated
that these (temperature-induced) differences were unrelated to
bleaching. The early increase in Q at 32.5uC for D corals in
experiment 2 (after the initial drop for all groups) to higher values
than for C1 corals during relatively low levels of accumulated heat-
Figure 3. Heat-stress experiment 1: relative algal symbiont densities and coral condition. End effect of four different temperature
regimes on the relative algal symbiont densities (bars) and coral condition (pies) of four groups of juvenile coral outplanted to Magnetic Island. See
materials and methods for nomenclature. Blue=healthy, purple=pale, white=bleached. #=significantly different from lower temperatures within a
group (p,0.05). All four experimental groups exhibited a bleaching response at the highest temperature treatment, as indicated by significant
reductions in relative algal symbiont densities, and the visual assessment indicated a stronger response (more bleached colonies) for C1 corals than
for D corals.
doi:10.1371/journal.pone.0006364.g003
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increasing trends in KKA and KKD at 31uC. The increase in Q
for C1 corals (exp. 2) at higher accumulated heat-stress (last four
days) however was correlated with decreased symbiont densities.
Because Q takes into account both the photochemical and non-
photochemical processes [39], temperature affects Q in multiple
ways and the changes in this parameter may therefore not always
be related to heat-stress, especially when they occur at low levels of
accumulated heat-stress and remain at low values. For instance,
dark reaction enzymes of photosynthesis increase the rate of
catalyzed reactions with temperature (up to temperatures causing
protein damage) [40], and a reduction in closed reaction centres
with increasing temperature under the same irradiance could
therefore be expected. Importantly, these effects may differ
between symbiont types. We would therefore suggest that Q data
are better interpreted as a change over time (and with
accumulative heat-stress), and assessed in conjunction with other
parameters, such as symbiont densities and visual assessments.
We were unable to raise holobionts with the generalist symbiont
type C2 (Lajeunesse sensu C3), one of the main symbiont types on
the GBR [41–43]. However, it is known that both C1 and D are
more common than C2 at relatively warm, inshore locations
[41,44], C2 confers a 1–1.5uC lower thermo-tolerance in adult A.
millepora than D [12], and both C1 and D increased in relative
abundance at the expense of C2 after a natural bleaching event
[27]. Taken together, this strongly suggests that C2 confers a
significantly lower thermo-tolerance to A. millepora than either C1
or D. Its relative tolerance in comparison to A remains to be
determined. Therefore, we can rank the thermo-tolerance of A.
millepora-Symbiodinium associations as D.C1&C2/A. Importantly,
Abrego et al. [34] found that Acropora tenuis had a higher thermo-
tolerance with Symbiodinium C1 rather than with D, indicating that
this ranking may differ between coral species.
Symbiodinium type A is a suboptimal symbiont
The Symbiodinium type A used here belongs to subclade A1 [45]
which has been found worldwide (e.g. the Caribbean, Red Sea,
French Polynesia, Bermuda, Japan, the Great Barrier Reef) in a
variety of hosts including scleractinian corals, zoanthids, jellyfish
and giant clams [45–48]. Recently, it has been suggested that
members of the clade A lineage may be more adapted to a free-
living life-style and have opportunistic interactions with cnidarian
hosts such as corals, which may more resemble parasitism [49].
This conclusion was based on (1) the relative rarity of coral-clade A
Figure 4. Heat-stress experiment 2: PAM-fluorometry. Effect of three different temperature regimes on the excitation pressure over
photosystem II of three groups of juvenile coral outplanted to the Keppel Islands, and one outplanted to Magnetic Island. See materials and methods
for nomenclature. $=target temperature is reached, +=significant difference between KKA and MKC1/KKC1/KKD corals (p,0.001), #=significant
difference between all three symbiont types (p,0.05). KKA corals responded much stronger to the heat-stress than the other three juvenile coral
groups, as indicated by a sharp increase in Q values for KKA corals in the highest temperature treatment relatively early in the experiment.
doi:10.1371/journal.pone.0006364.g004
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reduced health [49–51], (3) low carbon translocation to hosts when
in symbiosis with clade A compared to clade C [49], (4) low
diversity within clade A, suggesting an opportunistic lifestyle [49],
and (5) clade A symbionts outcompete other clades in culture [52].
Our results support the notion that clade A-coral associations are
correlated with poor coral health, and are of a relatively unstable,
opportunistic nature. In contrast to our results, Robison & Warner
[16] found that A1 (obtained from the jellyfish Cassiopea xamachana)
was relatively thermo-tolerant based on experiments on long-
running Symbiodinium cultures. However, no clade C or D
Symbiodinium were included in these experiments, and responses
of Symbiodinium in culture and in hospite are known to differ [11],
making comparisons with our results difficult.
Specificity in uptake of experimentally delivered
symbionts
The majority of coral-Symbiodinium partnerships—including A.
millepora—exhibit horizontal symbiont transmission. An advantage
of this mode of transmission is that coral juveniles are able to form
partnerships that are best adapted to the local environmental
conditions [20,30]. Several studies have shown that the initial
acquisition of symbionts by cnidarian juvenile hosts is relatively
non-specific. Symbiont specificity develops later in the develop-
ment of the host (reviewed by Thornhill et al. [53]). Certain
Symbiodinium types from clades A, C and D are similarly successful
in infecting juveniles of A. millepora (this study) and A. longicyathus
[54]. In contrast, inoculation with Symbiodinium C2, C2* and CN did
not result in infection of the A. millepora juveniles in our
experiments. The inability of CN (C15 sensu Lajeunesse et al. [43])
to establish a symbiosis was not unexpected, as this type has mostly
been found in the maternally transmitting coral genera Montipora
and Porites [43,55–57] and direct symbiont transfer from
generation to generation favors the evolution of specialist symbiont
lineages [58]. However, the failure of the C2/C2* types to infect
the coral juveniles was unexpected, since these are among the most
common types found in (adult) A. millepora populations on the GBR
[41]. We have no explanation for these results, and can only
hypothesize that (1) the physical conditions of our experimental
setup were unfavorable for C2 and C2*, and/or (2) Symbiodinium
C2 and C2* are taken up at a later developmental stage in nature.
Interestingly, the ‘uninfected’ juveniles that were outplanted to the
Keppel Islands mostly took up Symbiodinium D in the first few
months and no Symbiodinium C2 was found in any of the genotyped
samples, supporting the hypothesis that developmental stage might
play a role in establishment of the C2/C2*-symbioses.
Conclusions and future directions
This study reveals that the fitness of A. millepora in GBR
populations is primarily influenced by the symbiont type(s) it
harbors, and secondarily by environmental factors. In contrast,
host population origin, and hence host genetic differences, were
shown to have limited effect on growth and survival. No evidence
for developmental plasticity of thermo-tolerance was found. C1
Figure 5. Heat-stress experiment 2: relative algal symbiont densities and coral condition. End effect of three different temperature
regimes on the relative algal symbiont densities (bars) and coral condition (pies) of three groups of juvenile coral outplanted to Magnetic Island, and
one outplanted to Magnetic Island. Blue=healthy, purple=pale, white=bleached. #=significantly different from lower temperatures within the
same group (p,0.05), $=significantly different from KKC1/MKC1 and KKD corals at the same temperature (p,0.05), +=significantly different from
KKA and KKD corals at same temperature (p,0.05). KKA corals showed the strongest bleaching response as indicated by the strongest reduction in
relative algal symbiont densities and bleached appearances, KKC1/MKC1 corals showed an intermediate bleaching response as indicated by
intermediate reductions in relative algal densities, and KKD corals showed no signs of a bleaching response.
doi:10.1371/journal.pone.0006364.g005
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(with D corals slightly more thermo-tolerant), and Symbiodinium Ai s
a poor symbiotic partner for A. millepora with opportunistic
characteristics. Trade-offs between thermo-tolerance and
growth/survival rate vary between A. millepora-Symbiodinium
associations, and differing environmental conditions can weaken
or strengthen these trade-offs. The results of this study support the
notion that symbiont shuffling [7,21] is likely to play a major role
in the response of this species to global warming. However, care
has to be taken not to overestimate the potential of this response,
as it is more likely that symbiont shuffling would only buy time
rather than save this coral species from the impacts of climate
change (see also [26,27,59]). The main question to be addressed
now is how representative these findings are for other corals
species, including other species within the genus Acropora. The
availability of similarly detailed fitness information for many coral
species will greatly enhance our ability to predict how corals will
react to the increased heat-stress they face as a result of global
warming.
Materials and Methods
Research locations
Two inshore reef locations were selected ca. 750 km apart:
Magnetic Island (19.1 S, 147.5 E) in the central Great Barrier Reef
(GBR), and Miall Island (23.1 S, 150.5 E) within the Keppel
Islands group in the southern GBR. Note that throughout the text,
we will refer to Miall Island as the Keppel Islands. The sites differ
significantly in several aspects (Table 2). Furthermore, spawning
times of Acropora millepora colonies differ by one month between the
two locations, which made it possible to perform the experiments
on both populations within a single year. The study was part of the
research plan of the Australian Institute of Marine Science
(Townsville, Australia) and the Great Barrier Reef Marine Park
Authority (Townsville, Australia) supplied the necessary permits to
collect and outplant the corals.
Coral host populations and Symbiodinium types
Acropora millepora was chosen because its relationship with
Symbiodinium types at the two research locations was already
established [12,41]), the populations at Magnetic Island and the
Keppel Islands are known to be genetically distinct (Smith-Keune
& van Oppen 2006), and experience in raising specific coral-
Symbiodinium associations was already available for this species [13].
Symbiodinium types were harvested from three coral species and
three locations on the GBR (Details are provided as supporting
information, Table S1). They were identified based on the nuclear
ribosomal DNA internal transcribed spacer 1 (ITS1) region using a
combination of Single Strand Conformation Polymorphism (SSCP)
and DNA sequencing [44,60]. Initially, five Symbiodinium types were
selected for the inoculations of juvenile corals (designated as C1,
C2*, C2, CN and D), as these are abundant on the GBR [12,41,44]
and are therefore ecologically relevant. C1, C2, C2* and D are
normally found in adult A. millepora; C1 and D are predominantly
foundatinshore,more turbidlocationsand C2/C2*moreat cooler,
clearer locations. So far, CN has not been found in A. millepora on the
GBR or elsewhere, and is mostly found in maternally transmitting
corals such as Montipora and Porites ssp. SSCP analyses revealed that
the two A. millepora colonies from Davies reef, collected for their C2*
type, harbored ,50% Symbiodinium type C2* and ,50% Symbiodi-
nium type A (supporting information, Fig. S1). Clade A is very rare
on the GBR [43,44], and is mostly found in the southern GBR and
higher latitude reefs [54]. The latter combination brought the total
number of Symbiodinium types used in the inoculations to six; Four
types were offered in isolation while C2* and A were administered
as a 50–50 mixture.
All ITS1 sequences obtained were identical to sequences
available in GenBank (A-AB207206, C1-AF380551, C2-
AY643495, C2*-AY643497, CN-AY237300 and D-EU024793).
ITS1 genotypes A, C1, C2, and CN correspond to ITS2 genotypes
A1, C1, C3, and C15, respectively [27,43,45]. At several stages
during the following 8 months of grow-out on the reef, a subset of
the juvenile corals was genotyped from each group to verify that
the symbiont type matched what had been experimentally offered.
Preparation, outplanting and monitoring of juvenile
corals
Juvenile corals were raised and outplanted following Cantin et
al. [61]. Further details are given in the Supporting Materials and
Methods S1. Juvenile corals raised from coral colonies originating
from Magnetic Island were outplanted to Magnetic Island but not
to the Keppel Islands due to logistical limitations. In contrast,
juvenile corals raised from colonies originating from the Keppel
Islands were outplanted to both Magnetic Island and the Keppel
Islands.
The nomenclature of experimental groups consists of a three-
letter code designating the location of the outplant, the location of
the parental population, and the Symbiodinium type. For example,
MKC1 means that the group was outplanted to Magnetic Island,
and consisted of juveniles originating from the Keppel Islands
population and Symbiodinium type C1.
The field locations were visited three times during the grow-out
phase, which ran for 31 (Keppel Islands hosts) or 35 (Magnetic
Island hosts) weeks. Details of the growth and survival measure-
Table 2. Comparison of Magnetic Island and the Keppel Island field locations and their A. millepora populations.
Factor Magnetic Island Keppels Islands
Mean Summer Seawater Temperature 29.260.45
1 27.060.50
1
Bleaching threshold 31.2uC–5 days exposure 29.5uC–5 days exposure
30.4uC–20 days exposure
2 28.8–20 days exposure
2
Symbiont clade/type D
1,3 C2 (95%)+D (5%)
1,3
Spawning time October
4 November
4
1[12].
2[65].
3[27].
4This study.
doi:10.1371/journal.pone.0006364.t002
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Briefly, growth was estimated from changes in two-dimensional
surface area (averaged per tile-side) measured from scaled digital
photos, taking care to use only single, non-fused colonies. Survival
was determined by changes in colony number per tile-side over the
experimental period.
Laboratory heat-stress experiments
The design of the heat-stress experiments followed Berkelmans
and van Oppen [12]. Tiles were divided over four temperature
treatments with three replicate tanks (total of 12 tanks), with
underwater light intensity of 120–150 mmol photons.m
22.s
21
provided by 400 W metal halide lamps (BLV, Germany). Each
experimental group was represented by one tile per tank, and the
number of coral juveniles on each tile ranged from 10 to 70
(average of 25). Further details are given in the Supporting
Materials and Methods S1. Due to the limited light field, the
experimental set-up could accommodate a maximum of four
groups. In order to assess the thermo-tolerance of the maximum
number of coral groups, two successive experiments were
performed.
Experiment 1. Performed in May-June 2006, this
experiment involved the coral groups MMC1, MKC1, MMD
and MKD. Juvenile corals were acclimated at 27 uC (the ambient
temperature at Magnetic Island in autumn) for 10 days with
increasing photoperiod from 5L:19D to 8L:16D. The temperature
was raised to the target temperatures over a period of three days
(27u (control), 30.5u, 31.5u and 32.5u) and maintained for 18 days.
During the experiment, the photo-period was further increased in
two steps (Day 8 and 16) to 10L:14D.
Experiment 2. Four additional coral groups, KKA, KKC1,
KKD and MKC1, were heat-stressed in July 2006. Only three
temperature treatments were performed because an insufficient
number of colonies was available for four treatments. Juvenile
corals were acclimated at 22uC (the approximate ambient
temperature at the Keppel Islands in early spring) for 9 days
with an increasing photo-period starting at 3L:21D to 10L:14D. At
the end of the acclimation period, the temperature was raised to
the target temperatures over a period of seven days (27u (control),
31u and 32.5u) and maintained for 15 days. Due to technical issues
constraining the maximum temperature difference between
treatments, the control group temperature was increased to 27uC.
Photosynthetic performance
Photosynthetic performance (as an indicator of thermal stress)
was assessed using a MAXI-imaging PAM (MAXI-iPAM; Walz,
Germany). Details are given in the Supporting Materials and
Methods S1. Briefly, the maximum and effective quantum yields
(Fv/Fm and F/Fm’, respectively) were measured, and the
excitation pressure over photosystem II (Q) was calculated
according to the formula described by Iglesias-Prieto et al. [39].
Q is a highly informative measure for photosynthetic perfor-
mance that takes into account both the photochemical and non-
photochemical processes [39]. It provides an indication of the ratio
between open and closed reaction centres of photosystem II under
the experimental irradiance level: a value of close to zero indicates
that most of the reaction centres are open, suggesting light-
limitation; a value close to one indicates that almost all reaction
centres are closed, suggesting photo-inhibition. Although still
poorly understood, thermal bleaching of corals is inherently
associated with an accumulation of excitation pressure within PSII
[62,63]. Therefore, increases in Q over time to unusually high
values, under constant light levels and accumulating heat-stress,
are indicative of chronic photoinhibition and, therefore, a
bleaching response [34].
Real-time PCR and visual assessment
Six juvenile colonies were taken per experimental group/
treatment (2 per tank) before heating started (experiment 2 only)
and one day after the last PAM measurements, to determine
relative Symbiodinium cell densities. For this, the real-time PCR
assay based on actin genes and described in Mieog et al. [64] was
followed, using SDS-based DNA extraction and normalization to
coral surface area. New real-time PCR primers for Symbiodinium
type A were developed following the method described in Mieog et
al. [64]. More information about the real-time PCR assay is given
as supporting information (Supporting Materials and Methods S1,
Table S2 and Fig. S2). Densities were expressed in relative rather
than absolute numbers, avoiding the estimation of DNA extraction
efficiencies and actin gene copy numbers. This method assumes
that extraction efficiencies were equal for all samples. Symbiodinium
densities of the pre-stress (only available in the second heat-stress
experiment) or control treatments were set to 100%.
Mortality unrelated to bleaching, which may have been caused
by accidental abrasion of the coral juveniles during the cleaning of
the tiles, was judged by the presence of patchy tissue necrosis.
These individuals were immediately removed to avoid the
spreading of any disease and were not included in the data. All
colonies were visually scored at the end of the experiment as
healthy, pale, or bleached. The red color of the terracotta tiles was
used as a color reference, and the data was conservatively analyzed
with an emphasis on bleached vs healthy/pale.
Statistical analyses
For growth, mean colony surface areas were compared between
coral groups. Colony surface areas were averaged per tile side to
facilitate analyses and to be conservative. In the first test, all groups
(except KKA) were compared at T=31 weeks. KKA was left out
of this analysis because no other A group was present to test for
host population or environmental effects. The data for MMC1
and MMD were interpolated per tile side to T=31 weeks by
curve-fitting the data using all time points. The T=31 data were
log-transformed to correct for heteroscedacity of variances. A
general linear model ANOVA was used, specifying the following
fixed terms: Symbiont type, Host population, Outplant location,
Symbiont type*Outplant location, Symbiont type*Host popula-
tion.
To further analyze the effect of the three Symbiodinium types on
growth at the Keppel Islands, a repeated measure model ANOVA
was run on all data points (T=6, 13 and 31 weeks). Data were
averaged per tile side and log-transformed as before. Symbiont
type was specified as the (fixed) predictor, with Time as the
Within-Subjects factor. When a significant Symbiont type effect
was found, a Fisher post hoc test was performed to determine which
symbiont types were different.
Survival was analyzed for each outplant location with Kaplan-
Meyer log-rank tests. As no satisfactory method of interpolation
could be established for the survival data, pairwise comparisons of
host populations were used for the groups outplanted to Magnetic
Island (MMC1 x MMD and MKC1 x MKD) to test for an effect
of Symbiont type. For the Keppel Islands, all groups were included
in a first test for Symbiont type. Upon finding a significant effect,
pairwise comparisons were performed to establish where the
differences were located.
Analyses of the laboratory heat-stress experiments utilized
PAM-fluorometry data and symbiont density data. Separate
analyses were performed for each experiment since the stress-
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PLoS ONE | www.plosone.org 10 July 2009 | Volume 4 | Issue 7 | e6364levels differed. Q fluorescence data was arcsine transformed and
analyzed using repeated measures model ANOVAs. To correct for
differences in colony number per tile, average Q values per tile
were calculated. For experiment 1, a full factorial approach was
used with Time as the Within-Subjects factor. The following fixed
terms were specified: Temperature, Symbiont type, Host popula-
tion. For experiment 2 the data were analyzed in two steps: first,
KKC1 and MKC1 were analyzed, with Time as the Within-
Subjects factor and Outplant location as the (fixed) predictor. If no
significant differences were found, all groups were included in a
second analysis with Time as the Within-Subjects factor and
Temperature and Symbiont type specified as (fixed) predictors.
Symbiodinium density data were square-root transformed and
analyzed using factorial ANOVAs. The same approach was used
as described for the fluorescence data set.
Supporting Information
Table S1
Found at: doi:10.1371/journal.pone.0006364.s001 (0.03 MB
DOC)
Table S2
Found at: doi:10.1371/journal.pone.0006364.s002 (0.03 MB
DOC)
Table S3
Found at: doi:10.1371/journal.pone.0006364.s003 (0.05 MB
DOC)
Supporting Materials and Methods S1
Found at: doi:10.1371/journal.pone.0006364.s004 (0.03 MB
DOC)
Figure S1 SSCP profiles of the six Symbiodinium types used for
tank inoculations. Top line=Symbiodinium type, M=Marker of
reference ITS1 sequences. C2* was found to be a mix of types C2*
and A.
Found at: doi:10.1371/journal.pone.0006364.s005 (0.08 MB
DOC)
Figure S2 Overview of the partial Symbiodinium actin genes used
in real-time PCR analyses. Top line gives position in bp from start
of the alignment, left bar indicates Symbiodinium clade (O=over-
view of exons (E) and introns (I)). ı ¨¿K=present, 2=absent.
Arrows show the annealing sites of the actin primers given in
Table S2.
Found at: doi:10.1371/journal.pone.0006364.s006 (0.03 MB
DOC)
Figure S3 PAM-results of heat-stress experiment 1. Effect of
four different temperature regimes on the maximum quantum
yield of four groups of juvenile corals. Juvenile corals harboring
Symbiodinium C1 respond more strongly to the highest temperature
than those harboring D. L:D=light-dark regime, #=target
temperature is reached.
Found at: doi:10.1371/journal.pone.0006364.s007 (0.06 MB
DOC)
Figure S4 PAM-results of heat-stress experiment 2. Effect of
three different temperature regimes on the maximum quantum
yield of four groups of juvenile corals. Corals harboring
Symbiodinium A respond more strongly to the highest temperature
regime than those harboring either C1 or D. #=target
temperature is reached.
Found at: doi:10.1371/journal.pone.0006364.s008 (0.04 MB
DOC)
Acknowledgments
We like to thank A. P. Negri for help with spawning and coral larvae
cultures and J. A. Kaandorp for his help with receiving shipped DNA
samples. We are also grateful to the crew of the RVs Lady Basten and
Cape Ferguson, and the many field volunteers, A. Jones, D. Abrego and A.
M. McDonald in particular. Thanks also to the AIMS workshop for help
with the experimental setup.
Author Contributions
Conceived and designed the experiments: JM RB MJHvO. Performed the
experiments: JM SABM. Analyzed the data: JM JLO RB SABM BLW
MJHvO. Contributed reagents/materials/analysis tools: JM JLO RB BLW
MJHvO. Wrote the paper: JM JLO RB BLW MJHvO.
References
1. Muscatine L (1990) The role of symbiotic algae in carbon and energy flux in reef
corals. In: Dubinsky Z ed.Ecosystems of the World 25, Coral Reefs. Amsterdam:
Elsevier. pp 75–87.
2. Muscatine L, Porter JW (1977) Reef corals - Mutualistic symbioses adapted to
nutrient-poor environments. Bioscience 27: 454–460.
3. Coles SL, Brown BE (2003) Coral bleaching - Capacity for acclimatization and
adaptation. Adv Mar Biol 46: 183–223.
4. Coffroth MA, Santos SR (2005) Genetic diversity of symbiotic dinoflagellates in
the genus Symbiodinium. Protist 156: 19–34.
5. Pochon X, Montoya-Burgos JI, Stadelmann B, Pawlowski J (2006) Molecular
phylogeny, evolutionary rates, and divergence timing of the symbiotic
dinoflagellate genus Symbiodinium. Mol Phyl Evol 38: 20–30.
6. Stat M, Carter D, Hoegh-Guldberg O (2006) The evolutionary history of
Symbiodinium and scleractinian hosts - Symbiosis, diversity, and the effect of
climate change. Persp Plant Ecol Evol Syst 8: 23–43.
7. Baker AC (2003) Flexibility and specificity in coral-algal symbiosis: diversity,
ecology, and biogeography of Symbiodinium. Ann Rev Ecol Evol Syst 34:
661–689.
8. Goulet TL (2006) Most corals may not change their symbionts. MEPS 321: 1–7.
9. Iglesias-Prieto R, Trench RK (1997) Acclimation and adaptation to irradiance in
symbiotic dinoflagellates. II. Response of chlorophyll-protein complexes to
different photon-flux densities. Mar Biol 130: 23–33.
10. Kinzie RA, Takayama M, Santos SR, Coffroth MA (2001) The adaptive bleaching
hypothesis: experimental tests of critical assumptions. Biol Bull 200: 51–58.
11. Bhagooli R, Hidaka M (2003) Comparison of stress susceptibility of in hospite and
isolated zooxanthellae among five coral species. J Exp Mar Biol Ecol 291: 181–197.
12. Berkelmans R, van Oppen MJH (2006) The role of zooxanthellae in the thermal
tolerance of corals: a ‘nugget of hope’ for coral reefs in an era of climate change.
Proc Royal Soc London, B 273: 2305–2312.
13. Little AF, van Oppen MJH, Willis BL (2004) Flexibility in algal endosymbioses
shapes growth in reef corals. Science 304: 1492–1494.
14. Rowan R (2004) Thermal adaptation in reef coral symbionts. Nature 430: 742.
15. Tchernov D, Gorbunov MY, de Vargas C, Yadav SN, Milligan AJ, et al. (2004)
Membrane lipids of symbiotic algae are diagnostic of sensitivity to thermal
bleaching in corals. PNAS 101: 13531–13535.
16. Robinson JD, Warner ME (2006) Differential impacts of photoacclimation and
thermal stress on the photobiology of four different phylotypes of Symbiodinium
(Pyrrhophyta). J Phycol 42: 568–579.
17. Baird AH, Marshall PA (2002) Mortality, growth and reproduction in scleractinian
corals following bleaching on the Great Barrier Reef. MEPS 237: 133–141.
18. Bhagooli R, Hidaka M (2004) Photoinhibition, bleaching susceptibility and
mortality in two scleractinian corals, Platygyra ryukyuensis and Stylophora pistillata,i n
response to thermal and light stresses. Comp Biochem Physiol, A 137: 547–555.
19. Baker AC (2001) Ecosystems: reef corals bleach to survive change. Nature 411:
765–766.
20. Buddemeier RW, Fautin DG (1993) Coral bleaching as an adaptive mechanism.
Bioscience 43: 320–326.
21. Fautin DG, Buddemeier RW (2004) Adaptive bleaching: a general phenome-
non. Hydrobiol 530–31: 459–467.
22. Day T, Nagel L, van Oppen MJH, Caley MJ (2008) Factors affecting the
evolution of bleaching resistance in corals. Am Naturalist 171: E72–E88.
23. Richmond R (1997) Reproduction and recruitment in corals: critical links in the
persistence of reefs. In: Birkeland C ed. Life and death of coral reefs. New York:
Chapman Hall. pp 175–197.
24. Coffroth MA, Santos SR, Goulet TL (2001) Early ontogenetic expression of
specificity in a cnidarian-algal symbiosis. MEPS 222: 85–96.
25. Goulet TL, Coffroth MA (2003) Stability of an octocoral-algal symbiosis over
time and space. MEPS 250: 117–124.
Factors Shaping Coral Fitness
PLoS ONE | www.plosone.org 11 July 2009 | Volume 4 | Issue 7 | e636426. Mieog JC, van Oppen MJH, Cantin NE, Stam WT, Olsen JL (2007) Real-time
PCR reveals a high incidence of Symbiodinium clade D at low levels in four
scleractinian corals across the Great Barrier Reef: implications for symbiont
shuffling. Coral Reefs 26: 449–457.
27. Jones AM, Berkelmans R, van Oppen MJH, Mieog JC, Sinclair W (2008) A
community change in the algal endosymbionts of a scleractinian coral following
a natural bleaching event: field evidence of acclimatization. Proc Royal Soc
London, B 275: 1359–1365.
28. Lewis CL, Coffroth MA (2004) The acquisition of exogenous algal symbionts by
an octocoral after bleaching. Science 304: 1490–1492.
29. Coffroth MA, Petrou E, Poland D, Holland L (2008) Can Scleractinians take up
new symbionts after a bleaching event? 11th Int Coral Reef Symp Abstract 25:
25.
30. Baird AH, Cumbo VR, Leggat W, Rodriguez-Lanetty M (2007) Fidelity and
flexibility in coral symbioses. MEPS 347: 307–309.
31. Smith-Keune C, van Oppen MJH (2006) Genetic structure of a reef-building
coral from thermally distinct environments on the Great Barrier Reef. Coral
Reefs 25: 493–502.
32. Smith LW, Wirshing HH, Baker AC, Birkeland C (2008) Environmental versus
genetic influences on growth rates of the corals Pocillopra eydouxi and Porites lobata
(Anthozoa: Scleractinia). Pac Sci 62: 57–69.
33. Baird AH, Bhagooli R, Ralph PJ, Takahashi S (2008) Coral bleaching: the role
of the host. Trends Ecol Evol 24: 16–20.
34. Abrego D, Ulstrup KE, Willis BL, van Oppen MJH (2008) Species-specific
interactions between algal endosymbionts and coral hosts define their bleaching
response to heat and light stress. Proc Royal Soc London, B 275: 2273–2282.
35. Kinne O (1962) Irreversible Nongenetic Adaptation. Comp Biochem Phys 5:
265–282.
36. Gibert P, Huey RB (2001) Chill-coma temperature in Drosophila: Effects of
developmental temperature, latitude, and phylogeny. Phys Biochem Zool 74:
429–434.
37. Schaefer J, Ryan A (2006) Developmental plasticity in the thermal tolerance of
zebrafish Danio rerio. J Fish Biol 69: 1266–1266.
38. Thornhill DJ, LaJeunesse TC, Kemp DW, Fitt WK, Schmidt GW (2006) Multi-
year, seasonal genotypic surveys of coral-algal symbioses reveal prevalent
stability or post-bleaching reversion. Mar Biol 148: 711–722.
39. Iglesias-Prieto R, Beltran VH, LaJeunesse TC, Reyes-Bonilla H, Thome PE
(2004) Different algal symbionts explain the vertical distribution of dominant reef
corals in the eastern Pacific. Proc Royal Soc London, B 271: 1757–1763.
40. Karako-Lampert S, Katcoff DJ, Achituv Y, Dubinsky Z, Stambler N (2005)
Responses of Symbiodinium microadriaticum clade B to different environmental
conditions. J Exp Mar Biol Ecol 318: 11–20.
41. van Oppen MJH, Mahiny AJ, Done TJ (2005) Geographic distribution of
zooxanthella types in three coral species on the Great Barrier Reef sampled after
the 2002 bleaching event. Coral Reefs 24: 482–487.
42. LaJeunesse TC, Bhagooli R, Hidaka M, DeVantier L, Done T, et al. (2004)
Closely related Symbiodinium spp. differ in relative dominance in coral reef host
communities across environmental, latitudinal and biogeographic gradients.
MEPS 284: 147–161.
43. LaJeunesse TC, Loh WKW, van Woesik R, Hoegh-Guldberg O, Schmidt GW,
et al. (2003) Low symbiont diversity in southern Great Barrier Reef corals,
relative to those of the Caribbean. Limnol Oceanogr 48: 2046–2054.
44. van Oppen MJH, Palstra FP, Piquet AT, Miller DJ (2001) Patterns of coral-
dinoflagellate associations in Acropora: significance of local availability and
physiology of Symbiodinium strains and host-symbiont selectivity. Proc Royal Soc
London, B 268: 1759–1767.
45. LaJeunesse TC (2001) Investigating the biodiversity, ecology, and phylogeny of
endosymbiotic dinoflagellates in the genus Symbiodinium using the ITS region: in
search of a ‘‘species’’ level marker. J Phycol 37: 866–880.
46. Magalon H, Flot JF, Baudry E (2007) Molecular identification of symbiotic
dinoflagellates in Pacific corals in the genus Pocillopora. Coral Reefs 26: 551–558.
47. Reimer JD, Takishita K, Ono S, Maruyama T, Tsukahara J (2006) Latitudinal
and intracolony ITS-rDNA sequence variation in the symbiotic dinoflagellate
genus Symbiodinium (Dinophyceae) in Zoanthus sansibaricus (Anthozoa: Hexacor-
allia). Phycol Res 54: 122–132.
48. Savage AM, Goodson MS, Visram S, Trapido-Rosenthal H, Wiedenmann J, et
al. (2002) Molecular diversity of symbiotic algae at the latitudinal margins of
their distribution: dinoflagellates of the genus Symbiodinium in corals and sea
anemones. MEPS 244: 17–26.
49. Stat M, Morris E, Gates RD (2008) Functional diversity in coral-dinoflagellate
symbiosis. PNAS 105: 9256–9261.
50. LaJeunesse TC (2005) ‘‘Species’’ radiations of symbiotic dinoflagellates in the
Atlantic and Indo-Pacific since the Miocene-Pliocene transition. Mol Biol Evol
22: 1158–1158.
51. Toller WW, Rowan R, Knowlton N (2001) Repopulation of zooxanthellae in the
Caribbean corals Montastraea annularis and M. faveolata following experimental
and disease-associated bleaching. Biol Bull 201: 360–373.
52. LaJeunesse TC (2002) Diversity and community structure of symbiotic
dinoflagellates from Caribbean coral reefs. Mar Biol 141: 387–400.
53. Thornhill DJ, Daniel MW, LaJeunesse TC, Schmidt GW, Fitt WK (2006)
Natural infections of aposymbiotic Cassiopea xamachana scyphistomae from
environmental pools of Symbiodinium. J Exp Mar Biol Ecol 338: 50–56.
54. Gomez-Cabrera MD, Ortiz JC, Loh WKW, Ward S, Hoegh-Guldberg O (2008)
Acquisition of symbiotic dinoflagellates (Symbiodinium) by juveniles of the coral
Acropora longicyathus. Coral Reefs 27: 219–226.
55. van Oppen MJ (2004) Mode of zooxanthella transmission does not affect
zooxanthella diversity in acroporid corals. Mar Biol 144: 1–7.
56. Fabricius KE, Mieog JC, Colin PL, Idip D, van Oppen MJH (2004) Identity and
diversity of coral endosymbionts (zooxanthellae) from three Palauan reefs with
contrasting bleaching, temperature and shading histories. Mol Ecol 13:
2445–2458.
57. LaJeunesse TC, Thornhill DJ, Cox EF, Stanton FG, Fitt WK, et al. (2004) High
diversity and host specificity observed among symbiotic dinoflagellates in reef
coral communities from Hawaii. Coral Reefs 23: 596–603.
58. Douglas AE (1998) Host benefit and the evolution of specialization in symbiosis.
Heredity 81: 599–603.
59. Hoegh-Guldberg O, Mumby PJ, Hooten AJ, Steneck RS, Greenfield P, et al.
(2007) Coral reefs under rapid climate change and ocean acidification. Science
318: 1737–1742.
60. Ulstrup KE, van Oppen MJ (2003) Geographic and habitat partitioning of
genetically distinct zooxanthellae (Symbiodinium)i nAcropora corals on the Great
Barrier Reef. Mol Ecol 12: 3477–3484.
61. Cantin NE, van oppen MJH, willis BL, Mieog JC, Negri A (2009) Juvenile corals
can acquire more carbon from high-performance algal symbionts. Coral Reefs
28: 405–414.
62. Smith DJ, Suggett DJ, Baker NR (2005) Is photoinhibition of zooxanthellae
photosynthesis the primary cause of thermal bleaching in corals? Global Change
Biol 11: 1–11.
63. Jones RJ, Hoegh-Guldberg O, Larkum AWD, Schreiber U (1998) Temperature-
induced bleaching of corals begins with impairment of the CO2 fixation
mechanism in zooxanthellae. Plant Cell Environm 21: 1219–1230.
64. Mieog JC, van Oppen MJH, Berkelmans R, Stam WT, Olsen JL (2009)
Quantification of algal endosymbionts (Symbiodinium) in coral tissue using real-
time PCR. Mol Ecol Res 9: 74–82.
65. Berkelmans R (2002) Time-integrated thermal bleaching thresholds of reefs and
their variation on the Great Barrier Reef. MEPS 229: 73–82.
66. van Oppen MJ (2004) Mode of zooxanthella transmission does not affect
zooxanthella diversity in acroporid corals. Mar Biol 144: 1–7.
67. Babcock RC, Bull GD, Harrison PL, Heyward AJ, Oliver JK, et al. (1986)
Synchronous spawnings of 105 Scleractinian coral species on the Great-Barrier-
Reef. Mar Biol 90: 379–394.
68. Turner P, Berkelmans R, Brodie M (2002) Precise set-point control of
temperature for coral bleaching experiments. Mar Technol Soc J 36: 70–75.
Factors Shaping Coral Fitness
PLoS ONE | www.plosone.org 12 July 2009 | Volume 4 | Issue 7 | e6364